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Abstract  SMV is one of main diseases of soybean, which could affect yields and quality of sovbean seriously. It was eftective
to soybean breeding by studving the expression of resistant gene to SMV with molecular technology. In this study, a sovhean
resistance line, DongNong 8143, was used to construct a subtractive ¢DNA library by SSH from sovhean leaves inoculated by
SMV No. | at primary stage. ¢DNA dominantly or specifically expressed in infected leaves was purified using PCR Purification Kit
and cloned into pGEM-T easy vector. Colonies were grown on LB-agar plates containing ampicillin, X-gal and IPTG. A
subtractive plasmid library was constructed by S8H. Then the library was transformed to host bacteria £. coli DHSa. and the
titer of the library was measured as 2 x 10° . 64 clones were picked up randomly and sequenced. Of them there is 50 clones
which result of sequenced were good. The length of EST fragment varied from 136bp to 691bp, and the average length is 456bp.
Among them, 41 sequences has poly(A) . Through ESTs were compured with sequences in unigene database of GeneBank with
BLASTn and BLASTx algorithm, 38 ESTs of them had comparatively clear results and the percent of them in acquired ESTs is
74% . The EST expression profile showed thal the resistance-related genes include cell protection. signal transduction, restrict
pathogen growth, syslem acquired resistance, and house-keeping gene. There are 12 ESTs, which have not comparatively clear

resulls, that mavbe new genes.
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K & 1EM #5 3 #5 (Soybean Mosaic Virus) Bt R#EEH E,
A% REFE, HNCHRERBRATSNRECHEA
OF, MEHMBREREXTHFKEDET I7H. 30 £/
RBEMTEOFEAIEEE BETHHFERERK &
ARAE ARG R TR MAESEHRKEFRSLBHE, ¥
WK 5 R B O ML

FEMAMRAAZE, KEEEME A RAER
HkREN, A, B KEETRERNET,LE
HFREREFEINEE BV FRE  REBENEE,
REEMBHERAIR FHE, EUAAESREH TR
FaHEREFAHRNOERE., BN REESHBANERE, ¥
AE @B, XATHEAEFHRFETIRRNEK, M —&R
BRZMARHEELREER AMAYESEENERNEFR
SHMERNMAE. DERMESTTEYFNERERE,
DDRT.cDNA-RDA SSH FHEWEHEER REFTH FEN TR
AREREHHREREEBRETHEMNGITHA, SSHRFE X
BEEXNMREREZLEANER  ZBEARAMHAARER S
AT PR, ER T HEHAZK"T . o, R H
SHER AR REYHAFREEC R IEDEYDERTRR
BZ—,

AR EEFMASHEAR M AXSEHRERNAE
RSB HTHH WBRKREETREDABESELN
cDNA CE KB EFRILENHE DNA R B, W ERER
R EBEH 2.

1 MHFF &

1.1 ##
TRAMKEHANEA LR FIEE W IEN HER5H
AARG ERTANASENRENBREIFTH IS
BR. SRS ERTRNT K 8143 Bl THHF
e R —-XXMEAMEAE, A TEEEREEIETR
FIEAEEY L ABEEETER, UL R k2R
BB A s AT R
1.2 HE
1.2.1 mRNAMEBRER®: BEERE, 5/ 240 B H,
HEBES K. GRNEWHRM T2 HEFE. RiEH
BAAER GBS SEAE R —R.
I8 B RNA 2 B0 7 & TRIZOL({ GIBCOBRL) i 77 ik 2 B 8%
RNA. 1% # Promega 2 5] M PolyATiract’ mRNA Isolation i, 7|
B HEM B RNA 5y B alidk mRNA,FER £ e i i
§ 8 4B WAL PR mRNA B & M9 B F0SEEE . Al DEPC 4b#E/K
BHELEERS.
122 MAFAEHEEE-MEERELABEERERR
CLONTECH i 7 & PCR-Select™ cDNA Subtraction Kit i 17 , LA
ERRENHEEI BB AL ERF (Tester), KIKIER/
5 B 09 ¥4 815 9 BB 75 ( Driver) -
1.2.3  DNA CFEHIER ¥ 18 7= 11 B8 Promega 20 Al 9 PCR
LR SR g T, S5 5 pGEM-T casy #%
A S M cDNA ORISR . 3F AT 3R 3800 3% 1L BORL IS Ay R
FEYM DHSe B F & Amp ) LB/ X-gal/IPTG 35 35 3 | 5
;3 Y SRR

1.2.4 FRERSMAE: MUILER 4 MR TR, HEN
BEERMEERE NFTH LBE TAYIRARER.
1.2.5 RT-PCRRIE:RAEHRMHEEAFELBERIRE
A 8143, A BIFELERF S 0.12.24.36.48.60.72.84.108.132.
156,180,204 ,228 252 h B FE  RICK G M 4 54 RNA, A% 40
SN 15 et AL A RNA B BB BE AR,
A DEPC KIFBETETHMEE FHMS. 2BREPs5 T
B EST FAZit319, #1F RI-PCR ¥ i, RARH X T
WS HEERRTAABXE,

1.2.6 FFAH 72 EBEEFIE, 8§ HSHHN EST
FH BLAST, ¥X {4 #1 BLAST, 8 {5 GenBank unigene FE* 1 FF 51
AT B A T

2 #E

2.1 B RNA X mRNA HEREN

FEAAERE TR SRS RNA Hl mRNA R A,/
Ao > 1.90, 1.0% T 5 B8 8F A b 3K 4 9 : B RNA o] 75 8 1
285,185 M1 58 = & #F, H & 283 rRNA 1 188 rRNA B3 2:1
ML s mRNA 27 > 0.5kb IS S R R &%,
2.2 HEXERERN

FEETYE BB LT BT DHSe BESHMMF,
SEAMKAFIHEZRE 2000 7~ ZHXERERS, &
BB, BEYLHE 64 A REHT PCR I 1, B8
VHHUFEY™Y, KW ELTE 200~ 500 bp EH o
2.3 HEIAMELER

BEVLIRER o4 -PHME R EURA  RMERMF. £
W FF R A S B EST F 51, 2 30 15 /% B 8057 49 EST 91 50
%o MFZRER ESTs FEB P EEMN N 136 bp, B KM 691
bp,F 354 BE K 456 bp, & 41 RIFFIHE poly(AVE.
2.4 RT-PCR 7 #f

X5 A ERRZER EST #47 RT-PCR ¥ B85, B H AT
BHSTERZLRFEHNZRFAES. B1AERELR
A CYss B E AR M RT-PCRER . BT FE Y £H
CYSS A MM ASMKN R, MiH B B, &Rk
ZHiEE, 20 BlEWHE. MEXREETHEBEY, & 204h
BB,

M1 234 567 89 101112131415

Bl 1 CY88 RT-PCR § 1825
Fig.1 RT-PCR result of CY38
M:DL2000; 1: RT-PCR of non-inoculated samples: 2 ~ 15: RT-PCR
after inoculating 12h .24h ,36h \48h .60h ,72h .84h . 108h ,
132h . 156h . 180h . 204h . 228h ,252h.
2.5 FiEMaH
T IR 18 #) 50 & EST /¥ 54238 GenBank Y dbEST ¥
WH, KB BEFRS I T: bEST-ID X 26613115-26613156;
26613925-26613932, %t [ # GenBank-Acen B CV997220-
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CV997261; CVS98030-CV998037 . 1 Ml FF 45 B Bl GenBank #E4T
BLASTn #1 BLASTx b, E o 38 T H LB AR AT L X 25 5 .
W RA R AR EST RBECHORIBRERS & 21 &
2 EENBESRXEHWHEEA FRF FSET WHE
RELK FHKESHAELASEEER #RAER.ER
FEMEEALWFFRERT . ELE . EXRFAH
EHEBRA 12 1. HER S5 K. Cve97221.CV997234,
CV997235, CV097238. (V097239 CV997244., CV997246,
CV997252 [ CVU9T7253 . CV997256 . V98031 ,CVI98035.

£1 EZRFCEERELEER
Table 1 Identity compare results of differently expressed gene

Catalogue of related genes Number of related genes

Cellular protect 2

Signal transduction 6

Restrict pathogen growth 2

System acquired resistance 12

Housekeeping genes 12

Others 4
3 it

Diatchenko % #57 T — # i i PCR 77 3 B9 78 B¢ 2% 2
AZ . SSHTHEREREYE REME. BEMOFFEHE
BES HEEHES B %Ky, 8 1996 F bl i Lok #
SEEEE AEHNAECATFERARE" " . BEW
RAEWEAMTARFEAOET HRHARGRT XA
B EERMERBREN AR  EEAFFREEHR
(ST R HFZ—. HB AR H Breaner $ATE AR EEH
WRPES " HEEHYEERAYHRPAEZ
RS, WBSSHER TUARIELEREEENE, N
MEFKTFHRBEANERREFL #TAHAE FER
MRE RN TR T H AR X

FAFFEEF1RAY 50 T EST FE o 38 T LA He i W e
i mEE RO RILEMErTE B LEE
FHELEAMFHEDEEATH —FHR. MATF 121K
HohERH. hFHF LB rriEE, Thdd
GenBank # 17 BLASTn fl BLASTx K. %F, B LLiE A~ S # A 5 5
HEH FEH -SRI, BENERMNS PRAEEEHTH
RT-PCR EL iR .5 MU B EESN R A RLEE
MZER. F RT-PCR R P B BK KT 408 &
EAGHBSM G HESMNED. UEEDRHERB
Quantity-One $ifF 4T B CYSS R B frid L, EHd 5
B RpERABE. A SHHAT CYs REZEM
FEAS . RS HAEEE.

FEEGR M SSHEAMBERREER XF A
i ESTEARFEARA B HEACEERNRARL A

Bk EAE AL C AT AT A . FURER
WHARAANREAFTENRNARERNT R E 8T
MR R ARG RL U EHEF SN EENER
BB, X E A B T RHATX UM oLe B EARR.
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